(19) 



J 




(12) 



(43) Date of publication: 

12.07.2000 Bulletin 2000/28 



Europaisches Patentamt 
European Patent Office 

Office europeen des brevets (1 -j ) 

EUROPEAN PATENT APPLICATION 

(51) Int. CI. 7 : C12N 5/00 



ill 



EP 1 018 547 A1 



(21) Application number: 99126140.5 

(22) Date of filing: 29.12.1999 



(84) Designated Contracting States: 


• Kohjin Bio Ltd. 


AT BE CH CY DE DK ES Fl FR GB GR IE IT LI LU 


Sakato-shi, Saitama-ken (JP) 


MC NL PT SE 


• Kaneko, Satoru 


Designated Extension States: 


Ichlkawa-shi, Chiba-ken (JP) 


AL LT LV IWIK RO SI 


(30) Priority: 05.01 .1 999 JP 25799 


(72) Inventor: Kaneko, Satoru, Dr. 


Ichikawa-shi, Chiba-ken (JP) 


(71) Applicants: 


(74) Representative: 


• NISSHO CORPORATION 


Kraus, Walter, Dr. et ai 


Osaka-shi Osaka 531 (JP) 


Kraus & Weisert, 




Thomas- Wimmer-Ring 15 




80539 Munchen (DE) 



(54) Medium for cultivating animal embryos 

(57) A medium for cultivating an animal embryo that 
is capable of readily culturing a fertitized ovum can be 
provided. A cultivation medium is separated into two 
parts, i.e. one is a neutral aqueous solution and the 
other is an acidic aqueous solution. The two parts are 
mixed before use. The neutral aqueous solution con- 
tains a nutrient such as lactic acid or a lactic salt and 
another inorganic component and an indicator that indi- 
cates a state of a developmental environment with its 
color, and the acidic aqueous solution contains a nutri- 
ent such as pyruvic acid and an antibiotic. The pH 
change in the medium according to cultivation of the 
animal embryo can be determined by the change of the 
color of the indicator. 
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Description 



1 . Field of the Invention 



5 [0001] The present invention relates to a medium for cultivating an animal embryo, and more specifically, to a 
medium for cultivating an animal embryo in which an externally fertilized ovum is cultivated up to a condition implantable 
into a uterus cavity. 

2. Background of the Invention 

10 

[0002] A medium for a cultivating cell culture is a medium for supplying nutrients essential for a cell derived from a 
living body or the like to exist, maintain its function, or proliferate, and for diffusing and removing waste products. As to 
the medium, a medium containing generally amino acids, vitamins, glucose, trace metals, and others is used with addi- 
tives such as serum. However, an animal embryo may less use glucose in an early state of development, and rather 

15 need pyruvic acid and lactic acid. Therefore, an externally fertilizing medium (HTF medium) in which pyruvic acid and 
lactic acid are added into an Earle solution, a buffer solution as a base component, can be used in order to cultivate an 
animal embryo. Also used is a medium that is added with antibiotics such as Penicillin G or streptomycin sulfate and 
serum into a minimum essential nutrient medium (a-MEM medium) containing an Earle solution as a base component. 
[0003] However, problematic issues as described below often arise when an animal embryo, especially a fertilized 

20 ovum is cultivated using the above mentioned medium added with pyruvic acid, lactic acid and antibiotics. 

[0004] Semen can be purified by a method such as centrifugation, or swimming up, but the sperm may be contam- 
inated with bacterium which usually exist around an external urethral orifice at the time of ejaculation and may be not 
aseptic. Therefore, an antibiotic such as Penicillin G or Streptomycin sulfate can be added into a conventional medium, 
but these antibiotics can not maintain the antibacterial activity because they are easily hydrolyzed in an aqueous solu- 

25 tion. 

[0005] Pyruvic acid is unstable in neutral aqueous solution so that the initially added concentration can not be main- 
tained in a commercially available medium of pH of 7.2 to 7.3. 

[0006] As an antioxidant such as superoxide dismutase that contributes resistance against oxygen can not be 
induced, an undifferentiated early embryo may be effected with oxygen. 

30 

3. Summery of the Invention 

[0007] As a result of intensive research to solve the above-described problems, the inventors of the present inven- 
tion have completed a medium for cultivating an animal embryo with which the development state of an animal embryo 

35 can be easily determined by observing the color change of an indicator according to pH change in the medium. The pH 
in the medium changes as the animal embryo cultivation progresses. The medium for cultivating an animal embryo 
comprises two separate parts, one of which is a neutral aqueous solution containing a nutrient and a color indicator 
which shows the state of a development environment dissolved therein, the other is an acidic aqueous solution contain- 
ing a nutrient acid and an antibiotic dissolved therein. f 

40 [0008] That is, the present invention relates to a medium for cultivating an animal embryo, which comprises the fol- 
lowing aqueous solutions (C) and (B) which are mixed before use: 

(A) a neutral aqueous solution containing a nutrient that is stable in an approximately neutral condition and an indi- 
cator that indicates the state of a development environment with a change in color; and 
45 (B) a acidic aqueous solution containing a nutrient that is stable in an acidic condition and an antibacterial agent 
that suppresses the development of bacterium. 

4. Description of the Preferred Embodiments 

so [0009] Examples of the nutrient stable in the approximately neutral condition in an aqueous solution (A) of the 
present invention include basic components such as lactic acid or lactic salt and another inorganic component or com- 
ponents. 

[001 0] As for the aqueous solution (A), there are exemplified an aqueous solution of lactic salt, for example, sodium 
lactate. The content of sodium lactate in the aqueous solution (A) is 1 .0 to 2.0 ml/I. preferably, 1 .5 to 2.0 ml/I. 
55 [001 1] Inorganic component other than lactic acid are sodium chloride, potassium chloride, calcium chloride, mag- 
nesium chloride, magnesium sulfate, and sodium bicarbonate which include a basic component such as sodium, potas- 
sium, calcium, magnesium, and chlorine. The content of the inorganic components is 6.0 to 11.0 g/l, preferably, 8.0 to 
9.5 g/l in the aqueous solution (A). 
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[001 2] In addition, a trace of inorganic components, for example, iron and selenium can be contained. 
[0013] Carbon sources such as glucose, nitrogen sources such as amino acid, hormones such as estrogen or 
androgen and growth factors such as insulin, insulin-like growth factor complying with the metabolic capability of the 
organism may also be contained in aqueous solution (A). 

5 [0014] Further, in the aqueous solution (A) of the present invention, an indicator that makes it possible to perceive 
a state of an development environment externally is a pH indicator that indicates the pH change caused by cultivation 
of the animal embryo as a change in color, such as phenol red (pKa = 7.9), bromotymol blue (pKa =7.1), and o-cresol 
blue (pKa = 8.2). The pH indicator may be any one that can change the color when the aqueous solution (A) converts 
from approximately neutral to an acidic condition. The content of the indicator is 1.0 to 3.0 mg/l, preferably, 1 .0 to 2.0 

10 mg/l in the aqueous solution (A). 

[0015] The medium is exchanged when the development environment becomes inappropriate for the animal 
embryo development. 

[0016] An antibacterial agent contained in an aqueous solution (B) of the present invention and which suppresses 
the development of bacterium is exemplified by fosfomycin, cephem antibiotics (such as cepharothin), p-lactam antibi- 
15 otics, aminoglycoside antibiotics, tetracycline antibiotics, macrolide antibiotics, peptide antibiotics, nucleoside antibiot- 
ics, polyene antibiotics and the like. At least one of these antibiotics may be used. Of these, fosfomycin and cephem 
antibiotics (such as cepharothin) that prevent biosynthesis of peptide glycan on the bacteria cell walls are particularly 
preferable. The content of the antibacterial agent is 0.5 to 3.0 g/l, preferably, 1.0 to 2.0 g/l in the aqueous solution (B). 
^ [0017] Further, examples of the nutrients that are stable in an acidic condition in the aqueous solution (B) of the 
present invention include pyruvic acid and a substance that can promote metabolism from lactic acid to pyruvic acid by 
an animal embryo, for example, coenzymes such as nicotinamide adenine dinucleotide (NAD). The content of pyruvic 
acid is 1.0 to 3.0 ml/I, preferably; 1.5 to 3.0 ml/I, in the aqueous solution (B). The content of the metabolic promoting 
substance is 0.03 to 0.07 g/l, preferably, 0.04 to 0.06 g/l in the final concentration. 

[0018] In addition, composite antioxidants may be included in the aqueous solution (B) of the present invention. 

25 These include combinations of antioxidants which contribute oxygenic resistance in early embryo such as glutathione, 
N-acetyl cysteine, cysteine, ascorbic acid (vitamin C), a-tocopherol, uric acid, pyruvic acid, glucose, albumin, and ferri- 
tin. The composite antioxidant uses in combination at least two of these antioxidants. If the antioxidant comprises only 
one kind, the efficiency is decreased by oxidation of the antioxidant that contributes resistance against oxygen in early 
embryo. ' 

30 [0019] Especially, a composite antioxidant that contributes oxygenic resistance in early embryo is preferably glu- 
tathione, and cysteine or ascorbic acid (vitamin C) which can prevent oxidation of gluthatione by a difference of redox 
potential. The content of the composite antioxidant is 7.0 to 15.0 g/l, preferably, 10.0 to 12.0 g/l in the aqueous solution 
(B). 

[0020] On the occasion of cultivating the animal embryo, the above aqueous solution (A) and aqueous solution (B) 
35 are mixed into a medium of the present invention so as to be used. The pH value of aqueous solution (A) is 7.0 to 7.5. 
A buffer like HEPES may be added into the solution. If the pH value of the aqueous solution is below 7.0, the pH when 
it is mixed becomes inappropriate for cultivation. On the other hand, if the pH value of aqueous solution (A) is above 
7.5, the mixture also inappropriate for cultivation. 
( [0021] The pH value of the aqueous solution (B) is 4.0 to 5.5. To adjust the pH value in the aqueous solution, NaOH 
™ may be added. If the pH value is below 4.0 or above 5.5, the components will be decomposed. 

[0022] The mixing ratio of the aqueous solution (A) and the aqueous solution (B), that is, (A) : (B) is 100 : 1 to 50 : 
1 (volume ratio). 

[0023] An example of the composition of each component in the present medium is described as follows. 
[0024] Aqueous solution (A): an aqueous solution containing all of the following components and adjusted to have 
45 a pH of 7.0 to 7.5. 



sodium lactate 


1.0 to 2.0 ml 


sodium chloride 


5.0 to 7.0 g 


potassium chloride 


0.3 to 0.5 g 


calcium chloride • 2H 2 0 


0.1 to 0.4 g 


magnesium sulfate • 7H 2 0 


0.03 to 0.1 g 


Phenol Red 


1.0 to 3.0 mg 


sodium bicarbonate 


1.5 to 3.0 g 
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(continued) 





HEPES 


2.0 to 5.0 g 




glucose 


0.1 to 0.8 g 


5 


pure water 






Total 


1 ,000 ml 



[0025] Aqueous solution (B): an aqueous solution containing all part of the following components and adjusted to 
io have a pH of 4.0 to 5.5. 



pyruvic acid 


1.0 to 3.0 ml 


glutathione 


0.3 to 0.8 g 


L-cysteine hydrochloride 


4.0 to 7.0 g 


ascorbic acid 


3.0 to 7.0 g 


NAD 


0.03 to 0.07 g 


cepharothin 


0.3 to 0.7 g 


fosfomycin 


0.5 to 1.5 g 


pure water 




Total 


1,000 ml 



[0026] Next, the present invention will be illustrated in detail with an example. 
30 Example 1 

[0027] A medium containing 25 ml of the aqueous solution (A), 0.3 ml of aqueous solution (B) described below and 
5 ml serum which are mixed before use was placed in culture vessel. 5 to 8 human early embryos were collected from 
each of 37 women were disseminated in the medium in 37 vessel. Then, static cultivation was carried out for 40 to 70 
35 hours under an atmosphere of 5% 0 2 . 5% C0 2 and 90 % N 2 at a temperature of 37°C. After cultivation, human early 
embryos that developed 4 to 8 segments were recognized under a microscope, and three of them were implanted into 
a patient, and then diagnosis of pregnancy was carried out using a pregnant diagnostic agent and supersonic imaging 
after one month. The results are shown in Table 1 . 

[0028] For comparison, human early embryos were similarly cultivated in a commercially available HTF medium 
40 (manufactured by GIBCO) and diagnosis was conducted to determine whether a patient is pregnant or not. 

[0029] Aqueous solution (A): an aqueous solution containing the following components and adjusted to have a pH 
of 7.4, 



sodium lactate 


1.73 ml 


sodium chloride 


6.02 g 


potassium chloride 


0.35 g 


calcium chloride 


0.295 g 


magnesium sulfate 


0.075 g 


Phenol Red 


1.5 mg 


sodium bicarbonate 


2.10 g 


HEPES 


3.34 g 


glucose 


0.1 g 
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(continued) 



pure water 




Total 


1,000 ml 



[0030] 

Of 4.5. 



Aqueous solution (B): an aqueous solution containing the following components and adjusted to have a pH 



pyruvic acid 


2.03 ml 


glutathione 


0.50 g 


L-cysteine hydrochloride 


5.40 g 


ascorbic acid 


5.0 g 


NAD 


0.05 g 


cepharothin 


0.50 g 


fosfomycin 


100 g 


pure water 




Total 


1,000 ml 



Table 1 



Kind of medium for cultivating animal 
embryo 


Number of samples 


Number of pregnant 
patients 


ratio(%) of pregnant 
patients 


commercially available HTF medium 


42 cases 


11 cases 


26.2 


medium in the present invention 


37 cases 


12 cases 


32.4 



[0031 ] As apparent from the table 1 , the medium for cultivating an animal embryo of the present invention shows a 
higher pregnancy ratio in the excellent development of human early embryo as compared with a commercially available 
HTF medium. 

[0032] The medium for cultivating an animal embryo of the present invention can prevent carrion caused by bacte- 
ria contamination by means of an antibacterial agent and is capable of good development of an animal embryo by nutri- 
ents contained therein. 

Claims 

1 . A medium for cultivating an animal embryo, which comprises the following aqueous solutions (A) and (B) which are 
mixed before use: 

(A) a neutral aqueous solution containing a nutrient that is stable in an approximately neutral condition and an 
indicator that indicates a state of a development environment with a change in color; and 

(B) an acidic aqueous solution containing a nutrient that is stable in an acidic condition and an antibacterial 
agent that suppresses the development of bacterium. 

2. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the nutrient that is stable in an approxi- 
mately neutral condition comprises lactic acid or lactic salt and another inorganic salt. 

3. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the indicator that indicates a change of 
color according to the state of a development environment is a pH indicator. 
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4. A medium for cultivating an animal embryo as claimed in claim 1, wherein the neutral aqueous solution has a pH 
of 7.0 to 7.5. 

5. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the nutrient that is stable in an acidic con- 
5 dition comprises pyruvic acid. 

6. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the antibacterial agent that suppresses 
the development of bacterium is a fosfomycin or a cephem-based antibiotic. 

10 7. A medium for cultivating an animal embryo as claimed in claim 6, wherein the cephem-based antibiotic is a cepha- 
lothin. 

8. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the acidic aqueous solution has a pH of 
4.0 to 5.5. 

15 

9. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the neutral aqueous solution further com- 
prises a substance for promoting metabolism of lactic acid with the animal embryo. 

1 0. A medium for cultivating an animal embryo as claimed in claim 9, wherein the substance for promoting metabolism 
20 of lactic acid with the animal embryo is nicotinamide adenine nucleotide. 

11. A medium for cultivating an animal embryo as claimed in claim 1, wherein the acidic aqueous solution further com- 
prises composite antioxidant. 

25 12. A medium for cultivating an animal embryo as claimed in claim 11, wherein the composite antioxidant is two or 
more kinds of compounds selected from the group consisting of glutathione, cysteine and vitamin C. 

13. A medium for cultivating an animal embryo as claimed in claim 1 , wherein the animal embryo is a fertilized ovum. 
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